To promote the green development of agriculture by returning biochar to farmland, it is of great significance to simultaneously detect heavy and nutritional metals in agricultural biochar. This work aimed first to apply laser-induced breakdown spectroscopy (LIBS) for the determination of heavy (Pb, Cr) and nutritional (K, Na, Ca, Mg, Cu, and Zn) metals in agricultural biochar. Each batch of collected biochar was prepared to a standardized sample using the separating and milling method. Two types of univariate analysis model were developed using peak intensity and integration area of the sensitive emission lines, but the performance did not satisfy the requirements of practical application because of the poor correlations between the measured values and predicted values, as well as large relative standard deviation of the prediction (RSDP) values. An ensemble learning algorithm, adaboost backpropagation artificial neural network (BP-Adaboost), was then used to develop the multivariate analysis models, which had a more robust performance than traditional univariate analysis, partial least squares regression (PLSR), and backpropagation artificial neural network (BP-ANN). The optimized RSDP values for K, Ca, Mg, and Cu were less than 10%, while the RSDP values for Pb, Cr, Zn, and Na were in the range of 10-20%. Moreover, the pairwise t-test of its prediction set showed that there was no significant difference between the measurements of LIBS and ICP-MS. The promising results indicate that rapid and simultaneous detection of major heavy and nutritional metals in agricultural biochar can be achieved using LIBS and reasonable chemometric algorithms.
Introduction
Agricultural biochar is the main product of the high-temperature pyrolysis of agricultural waste materials under oxygen-limited conditions [1] . Returning biochar to farmland is one of the most effective ways to promote the green development of agriculture [2] . Metal cations on the biochar surface such as K + , Ca 2+ , Na + , and Mg 2+ can not only provide abundant potassium fertilizer for farmland soil, but also increase soil pH. Moreover, the porous surface can adsorb heavy metal ions such as Pb 2+ , Cr 2+ , and Cr 3+ in contaminated soil [3, 4] . Therefore, a quantitative analysis of the major metal elements in agricultural biochar is necessary to monitor farmland environment and ensure food crop safety.
Laser-induced breakdown spectroscopy (LIBS) has been proven to be a rapid and minimally destructive analytical method for almost total elemental analysis of various materials with little or no sample pretreatment [5] versus classic spectrometric techniques, such as atomic absorption spectrometry (AAS) [6] , inductively coupled plasma atomic emission spectrometry (ICP-AES) [7] , Table 1 summarizes the statistical results of the major metal elements (Pb, Cr, Cu, Zn, K, Na, Ca, and Mg) of the prepared standard biochar samples, including the range, mean, and standard deviation (SD). The samples S1 to S9 were selected as the calibration set, while the samples S10 to S18 were considered the prediction set. Some samples in the prediction set were excluded because their elemental content exceeded the range of the calibration set. The averaged content of Pb was almost twice of the content of Cr. Moreover, the averaged content of K, which can improve plant photosynthesis, was the highest among the nutritional elements. Pb (mg·kg −1 ) S1-S9 1.76-9.58 5.70 ± 2.89 S10, S11, S13, S14, S16-S18 4.27-9.07 6.51 ± 1.90 Cr (mg·kg −1 ) S1-S9 3.93-21.04 12.44 ± 6.17 S10-S14, S17, S18 5.05-19. 15 12.36 ± 4.95 Cu (mg·kg −1 ) S1-S9 7.56-16.64 11.83 ± 3.39 S10-S14, S17 7.89-14.96 11.49 ± 2.48 Zn (mg·kg −1 ) S1-S9 32.89-313.29 83.66 ± 88.21 S11-S18 33.12-279.73 85.42 ± 81.60 Table 1 . Cont.
Results and Discussion

Statistical Analysis of Elemental Contents in Standard Samples
Element Calibration Set Prediction Set
Sample Range Mean ± SD Sample Range Mean ± SD K (g·kg −1 ) S1-S9 5.74-12. 28 9.03 ± 2.83 S11-S15, S17, S18 5.91-11.51 8.89 ± 2.24 Na (g·kg −1 ) S1-S9 0.44-3.96 2.56 ± 1.33 S10-S18 0.47-3.70 2.53 ± 1.28 Ca (g·kg −1 ) S1-S9 2.54-7.61 5.84 ± 1.92 S10, S11, S14, S16-S18 5.31-7.17 6.19 ± 0.78 Mg (g·kg −1 ) S1-S9 0.96-6. 27 3.95 ± 1.91 S10, S11, S13-S18 1.03-5.58 4.45 ± 1.51
Spectral Analysis
The averaged spectra of rice husk, rice straw, and corn stalk biochar in the wavelength range of 187.78-982.29 nm are presented in Figure 1 . A similar tendency was identified from the three LIBS spectra, which signified that these biochar may have the same elemental species and similar chemical components. In the three kinds of biochar, the rice husk biochar had the largest peak intensities of K (located at 766.49 nm and 769.90 nm) and Na (located at 588.99 nm and 589.59 nm), but the lowest concentrations for these two elements. This may be explained by the existence of a relatively weak matrix effect at these locations for rice husk biochar, resulting in the relatively large intensities.
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The averaged spectra of rice husk, rice straw, and corn stalk biochar in the wavelength range of 187.78-982.29 nm are presented in Figure 1 . A similar tendency was identified from the three LIBS spectra, which signified that these biochar may have the same elemental species and similar chemical components. In the three kinds of biochar, the rice husk biochar had the largest peak intensities of K (located at 766.49 nm and 769.90 nm) and Na (located at 588.99 nm and 589.59 nm), but the lowest concentrations for these two elements. This may be explained by the existence of a relatively weak matrix effect at these locations for rice husk biochar, resulting in the relatively large intensities. Based on the atomic spectral database (ASD) of the National Institute of Standard and Technology (NIST), the emission lines of the major metal atoms and ions were confirmed and are presented in Table 2 . The peak intensities of K, Na, Ca, and Mg were larger than those of Pb, Cr, Cu, and Zn because of their lower ionization energies. Ca had saturated peaks at 393.37 nm, 396.85 nm, and 422.67 nm, which were not used for the development of calibration models. Based on the atomic spectral database (ASD) of the National Institute of Standard and Technology (NIST), the emission lines of the major metal atoms and ions were confirmed and are presented in Table 2 . The peak intensities of K, Na, Ca, and Mg were larger than those of Pb, Cr, Cu, and Zn because of their lower ionization energies. Ca had saturated peaks at 393.37 nm, 396.85 nm, and 422.67 nm, which were not used for the development of calibration models. Principal component analysis (PCA) can be used for sample classification and outlier elimination based on the score matrix. The PCA results for the eighteen spectra of agricultural biochar are presented in Figure 2a . The wide distribution of the score matrix indicated the representativeness of collected samples [29] . According to the PCA plot, the first three PCs explained a total of 90% of the variation for the full spectral data, including 57.01%, 21.22%, and 12.13% for PC1, PC2, and PC3, respectively. Furthermore, the three kinds of biochar had their own distinct characteristics on PC2, and variables (Ca II 393. 37 Figure 2b . It was evident that these elements were highly consistent with those marked in the averaged spectra of the biochar samples.
Principal component analysis (PCA) can be used for sample classification and outlier elimination based on the score matrix. The PCA results for the eighteen spectra of agricultural biochar are presented in Figure 2a . The wide distribution of the score matrix indicated the representativeness of collected samples [29] . According to the PCA plot, the first three PCs explained a total of 90% of the variation for the full spectral data, including 57.01%, 21.22%, and 12.13% for PC1, PC2, and PC3, respectively. Furthermore, the three kinds of biochar had their own distinct characteristics on PC2, and variables (CaⅡ393. 37 Figure 2b . It was evident that these elements were highly consistent with those marked in the averaged spectra of the biochar samples. 
Quantitative Analysis
Univariate Analysis
In this work, peak intensities and integration areas of six sensitive emission lines (PbⅠ406.32 nm, CrⅡ427.11 nm, CuⅡ324.70 nm, ZnⅡ206.20 nm, CaⅡ317.91 nm, and MgⅠ517.27 nm) excluding self-absorption lines and overlapping peaks, were applied to develop the univariate models. The model results for Pb, Cr, Cu, Zn, Ca, and Mg in biochar are presented in Table 3 . The performances of the developed univariate models presented a large variation between different elements. The best relative standard deviation of the prediction (RSDP) values for Cu and Ca were less than 20%, while the best RSDP values for Pb, Cr, Zn, and Mg were all in the range of 20-40%. This indicated the variated matrix effect on different elemental models of agricultural 
Quantitative Analysis
Univariate Analysis
In this work, peak intensities and integration areas of six sensitive emission lines (Pb I 406.32 nm, Cr II 427.11 nm, Cu II 324.70 nm, Zn II 206.20 nm, Ca II 317.91 nm, and Mg I 517.27 nm) excluding self-absorption lines and overlapping peaks, were applied to develop the univariate models. The model results for Pb, Cr, Cu, Zn, Ca, and Mg in biochar are presented in Table 3 . The performances of the developed univariate models presented a large variation between different elements. The best relative standard deviation of the prediction (RSDP) values for Cu and Ca were less than 20%, while the best RSDP values for Pb, Cr, Zn, and Mg were all in the range of 20-40%. This indicated the variated matrix effect on different elemental models of agricultural biochar. For Pb, Cr, Cu, Zn, Ca, and Mg, the univariate models developed by integration areas had lower RSDP values of 24.91%, 23.42%, 9.85%, 27.92%, 16 .42%, and 20.50% than those of the univariate models developed by peak intensities. The results showed that integration area is more appropriate to build the univariate model, but the performance still needed to be improved by multivariate methods.
Multivariate Analysis
The peak broadening wavebands as shown in Table 2 were selected as the spectral matrix of multivariate analysis. Multiple preprocessing methods, such as baseline correction (BC), normalization (Norm), and autoscaling (AS), were used for spectral de-noising [28, 30] . The preprocessed dataset were then implemented to develop the linear PLSR models and nonlinear models of BP-ANN and BP-Adaboost, and the model results for Pb, Cr, Cu, Zn, K, Na, Ca, and Mg in agricultural biochar are presented in Table 4 . To improve the computational efficiency and quantitative accuracy of the BP-ANN and BP-Adaboost algorithms, PCA was used to extract feature variables from spectral data in advance. The parameters of BP-Adaboost were set as follows: the number of weak classifiers was set to 40. The neural network was created and trained using the functions of "newff" and "trainlm". The transferring functions of "logsig" and "purelin" were used for the hidden and output layers. The prediction error threshold was set to 0.001. For the heavy metals of Pb and Cr, the linear models of PLSR were initially developed using two latent variables (LVs), yielding RSDP values of 18.86% and 17.41%, while four and three principal components (PCs) were used to develop the nonlinear models of BP-ANN and BP-Adaboost, resulting in RSDPs of 15.46% and 11.63%, 13.33%, and 10.18%, respectively. This indicated that the performance of PLSR was inferior to that of BP-ANN, but the BP-Adaboost model was the most robust and was suitable for use in practical detection applications because of its lower RSDP values and large p values (>0.05). These results were expected since the multilayer neural network could project the LIBS spectra to high-dimensional space, and more spectral features could be easily identified from matrix noise.
In contrast, a great deal of the noise that existed in the original spectra was easily interpreted as valuable signals during the PLSR modeling process, triggering the over-fitting phenomenon and poor prediction ability. Because of the similar components and matrix effect between the biochar and soil samples, we compared our results with the published findings in soil samples, as shown in Table 5 . In the case of Pb, the BP-Adaboost model showed a better performance than that of Wang et al. [31] , and was comparable to that of Yu et al. [32] . However, the soil samples used by Yu et al. [32] were soaked in lead nitrate solution, and the Pb content was the highest in all three types of matrix. This not only indicated a minimized matrix effect but also implied higher emission intensities and reduced effects from factors such as baseline deviations and instrument noise. As a result of the disadvantages of the trace content and the weak emission intensities of Pb in soil and biochar samples, the analytical lines may be virtually submerged by noise and may even be unobservable. In the case of Cr, the performance in this work was superior to that of Duan et al. [33] and Fu et al. [34] , and was comparable to that of Wang et al. [31] . However, the emission lines of multiple elements were all employed to develop the calibration models for predicting the Cr content, but the sensitive variables with large weight coefficients varied in these three reports. This means that the prediction ability of these models may have been poor since their sensitive variables may not be suitable for soils in different habitats. The performances of the best models in terms of measured vs. predicted values of Pb and Cr in agricultural biochar are plotted in Figure 3a ,b. For the nutritional elements except Na, Mg, and Cu, the RSDP values of BP-ANN were lower than that of PLSR, which decreased by 4.73%, 1.57%, and 0.59% for K, Ca, and Zn, respectively. However, for all the nutritional elements, the BP-Adaboost model had the lowest RSDP values in the three multivariate models. Moreover, the P values of the prediction set were all higher than the threshold value of 0.05. This result demonstrates that the BP-Adaboost model had a more robust performance for all nutritional metals, and thus has great potential for practical applications. However, the determination coefficient for Ca was negative as a result of the small distribution range in the prediction set. Meanwhile, the RSDP values of BP-Adaboost models were all less than 15%, except Zn. The reason may have been that the concentration of Zn was "blank" in the content range of 92.3762 mg·kg −1 -313.2861 mg·kg −1 , weakening the prediction performance of the entire detection range. As shown in Table 5 , the prediction abilities for K, Ca, Mg, and Cu in this work were all superior to those in the related literature [31, [33] [34] [35] [36] [37] , and the performance for Zn was comparable to that of Kim et al. [38] . The reason may have been that the BP-Adaboost algorithm has a better adaptive ability than traditional neural networks and PLSR, avoiding the local optimum and over-fitting phenomenon. The performances of the best models in terms of measured vs. predicted values of Cu, Zn, K, Na, Ca, and Mg in agricultural biochar are plotted in Figure 3c 
Materials and Methods
Experimental Setup
The benchtop LIBS system used in this experiment is shown in Figure 4 . Laser pulses at 1064 nm with the maximum frequency and energy of 2 HZ and 100 mJ and a 10 ns pulse width were generated by a solid Q-switched Nd:YAG pulse laser (Avantes, Apeldoorn, Netherlands). The focused laser irradiated and ablated the biochar sample at normal incidence, resulting in a crater and 
Materials and Methods
Experimental Setup
The benchtop LIBS system used in this experiment is shown in Figure 4 . Laser pulses at 1064 nm with the maximum frequency and energy of 2 HZ and 100 mJ and a 10 ns pulse width were generated by a solid Q-switched Nd:YAG pulse laser (Avantes, Apeldoorn, Netherlands). The focused laser irradiated and ablated the biochar sample at normal incidence, resulting in a crater and inducing plasma emissions. A collimating lens collected the plasma signal into the fiber transmission channel at a 45 • angle relative to the horizontal plane. The optical fiber outlet was connected with a seven-channel spectrometer charge coupled device (CCD) array, with a wavelength range of 187.78 -982.29 nm and a spectral resolution of λ/∆λ = 12,297. The high-definition gray camera was applied to adjust the settings of the electric X-Y-Z stage, since its focal length was consistent with that of the laser, which was also used to monitor the ablation spots in real time. inducing plasma emissions. A collimating lens collected the plasma signal into the fiber transmission channel at a 45°angle relative to the horizontal plane. The optical fiber outlet was connected with a seven-channel spectrometer charge coupled device (CCD) array, with a wavelength range of 187.78 -982.29 nm and a spectral resolution of λ/Δλ = 12,297. The high-definition gray camera was applied to adjust the settings of the electric X-Y-Z stage, since its focal length was consistent with that of the laser, which was also used to monitor the ablation spots in real time. To solve the impact of energy fluctuation on the intensity of the emission line, the laser energy was set to 30 mJ, the number of single-point laser repeat ablations was three, and the spot size was set at 200 μm. To avoid the bremsstrahlung, the delay time relative to the laser pulse was 0.7 μs to obtain the best spectral intensity and signal to background ratio. Spectra of multiple spots on the sample surface were acquired, and the averaged spectrum was considered the final spectrum of each sample.
Standard Sample Preparation
Eighteen batches of agricultural biochar products (~5 kg for each batch) were collected from Nanjing Zhironglian Technology Co., Ltd. (Nanjing, China), including six rice husk, six rice straw, and six corn stalk samples. Because of the complex thermochemical reactions that occur during the production of biochar, particle-shaped biochar appeared in each batch of samples. Furthermore, the porous surface of particulate biochar more easily absorbs heavy metals, such as Pb and Cr, which leads to a large difference in the content of metal elements with particle size distribution.
To prepare standard biochar samples, the separating and milling method [39] was proposed and applied to divide each batch of biochar sample into eight particle size ranges, and their averaged spectra and elemental contents were determined as the standard sample references. The specific steps for preparing the standard biochar sample were as follows:
(1) Each batch of biochar sample was gradually sieved by vibrating screen (JS14S type, Nanjing, China) at the mesh size (6 mm, 4 mm, 1.43 mm, 0.9 mm, 0.45 mm, 0.3 mm, and 0.18 mm), and each screening time was set to 30 min. The sieved samples were crushed using a pulverizer (WKF-130 type, Weifang, China) with a 75 μm sieve, and the resulting samples were placed in valve bags for use.
(2) ICP-MS (PE NexION 300, Waltham, USA) was then used to measure the Pb, Cr, Cu, Zn, K, Na, Ca, and Mg contents of the digestion solution based on the fitted standard curves, obtaining the major metal content of each batch of biochar sample in the eight particle size ranges. Meanwhile, the prepared samples were taped and compressed at a pressure of 20 T with a tablet press (DY30 type, Tianjin, China). Twelve points for each pellet were ablated by LIBS, and a total of 96 points were acquired for each batch of biochar sample, as shown in Figure 5 . To solve the impact of energy fluctuation on the intensity of the emission line, the laser energy was set to 30 mJ, the number of single-point laser repeat ablations was three, and the spot size was set at 200 µm. To avoid the bremsstrahlung, the delay time relative to the laser pulse was 0.7 µs to obtain the best spectral intensity and signal to background ratio. Spectra of multiple spots on the sample surface were acquired, and the averaged spectrum was considered the final spectrum of each sample.
(1) Each batch of biochar sample was gradually sieved by vibrating screen (JS14S type, Nanjing, China) at the mesh size (6 mm, 4 mm, 1.43 mm, 0.9 mm, 0.45 mm, 0.3 mm, and 0.18 mm), and each screening time was set to 30 min. The sieved samples were crushed using a pulverizer (WKF-130 type, Weifang, China) with a 75 µm sieve, and the resulting samples were placed in valve bags for use.
(2) ICP-MS (PE NexION 300, Waltham, USA) was then used to measure the Pb, Cr, Cu, Zn, K, Na, Ca, and Mg contents of the digestion solution based on the fitted standard curves, obtaining the major metal content of each batch of biochar sample in the eight particle size ranges. Meanwhile, the prepared samples were taped and compressed at a pressure of 20 T with a tablet press (DY30 type, Tianjin, China). Twelve points for each pellet were ablated by LIBS, and a total of 96 points were acquired for each batch of biochar sample, as shown in Figure 5 . (3) To ensure the spectral representativeness, the averaged spectrum of 96 points was regarded as the standard spectrum for each batch of biochar sample. Moreover, the averaged elemental content of the samples in eight particle size ranges was taken as the representative element content, as shown in Table 6 .
is an ensemble learning algorithm of multiple weak learning classifiers [41] . This overcomes the disadvantages of local optimum and over-fitting of traditional backpropagation artificial neural network. It thus has a better nonlinear fitting performance.
The performance of univariate and multivariate calibration models was evaluated by the determination coefficients of calibration (R 2 cal ) and prediction (R 2 p ) sets, the root mean square errors of the calibration (RMSEC) and prediction (RMSEP) sets, and relative standard deviation of the prediction (RSDP) [29] . The formulas of RMSEC, RMSEP, and RSDP are, respectively: RMSEC = m 1 y i,actual − y i,predicted 
where m and n are the numbers of calibration and prediction sets, respectively; y i,actual and y i,predicted are the measured and predicted value, respectively; and y is the averaged value of the prediction set. A lower value of RSDP (or a higher value of R 2 p and a lower value of RMSEP) signifies a better modeling effect. In addition, a P value of the pairwise t-test higher than 0.05 (paired t-test at a 95% confidence level) signifies that there is no significant difference between the measurement of LIBS and ICP-MS [42] .
Conclusions
In this work, we investigated the feasibility of applying LIBS technology for the quantitative analysis of major nutritional and heavy metals in agricultural biochar. Approximately thirty emission lines of the major metal atoms and ions were confirmed based on the NIST database. Univariate analysis based on the sensitive emission lines could not meet the requirement of simultaneous and accurate detection of the major metals in agricultural biochar. In comparison with PLSR and traditional BP-ANN, the nonlinear BP-Adaboost had a better performance for all metal elements-Pb, Cr, Cu, Zn, K, Na, Ca, and Mg-resulting in R 2 p values of 0.8497, 0.9463, 0.9584, 0.9798, 0.9838, 0.9388, 0.5280, and 0.9562, and RSDP values of 13.33%, 10.18%, 5.00%, 17.40%, 3.42%, 12.54%, 8.23%, and 8.42%, respectively. Furthermore, the pairwise t-test of the prediction set showed that there was no significant difference between the measurement of LIBS and ICP-MS. The LIBS technology has potential as a fast and minimally destructive method for accurately and simultaneously predicting the multiple functional attributes of agricultural biochar samples, providing technical reference for the development of online LIBS equipment.
